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Lll ANSWER 12 OF 18 CAPLUS COPYRIGHT 2008 ACS on STN 

AB Suspension methods and compns. for effecting large-scale in vitro 

differentiation of mammalian embryonic stem cells are provided, as well as 
methods comprising the subject large-scale in vitro differentiation 
methods . 

Lll ANSWER 13 OF 18 CAPLUS COPYRIGHT 2008 ACS on STN 

AB The present invention provides compns. and methods for human neural cell 
production More particularly, the present invention provides cellular 
differentiation methods employing amphiphilic lipid compds . , preferably 
ceramide analogs of the p-hydroxyalkylamine type and optionally 
employing an essentially serum free MEDII conditioned medium for the 
generation of human neural cells from pluripotent human cells. The 
methods alternatively comprise modulating apoptosis by modifying the 
levels of PAR-4, with or without the presence of amphiphilic lipid compds. 
and optionally employing MEDII conditioned medium. The methods 
alternatively encompass modulating apoptosis by modulating the 
intracellular concentration of endogenous lipid second messengers, such as 
ceramide. The neural cell of the invention can be used for therapy of a 
neural disease. 

Lll ANSWER 14 OF 18 CAPLUS COPYRIGHT 2008 ACS on STN 

AB The present invention provides compns. and methods for human neural cell 
production More particularly, the present invention provides cellular 
differentiation methods employing an essentially serum free MEDII 
conditioned medium, together with SSEA4 selection and protease passaging 



techniques for the generation of human neural cells from pluripotent and 
multipotent human stem cells. Formation and characterization of 
embryoid bodies from human embryonic stem cells in 

serum-free conditions is shown. The invention provides a method of 
treating a patient with a neural disease by administering a 
therapeutically effective amount of the neural cells produced using the 
methods of the invention. 
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AB A method is provided for screening a drug for memory disorder caused by 
Alzheimer disease or else. The method is characterized in that it 
comprises performing suspension culture of embryonic 
stem cells in the presence or absence of Noggin protein 
to form embryoid body, performing suspension 

culture of embryoid body in the presence of fibroblast growth factor and 
sonic hedgehog protein to make nerve stem cell proliferate, producing 
cholinergic neuron by differentiation in the presence of a test substance, 
and selecting the test substance effecting on 

differentiation/proliferation of cholinergic neuron. Alternatively, a 
test sample is added in the replacement of at least one kind from Noggin 
protein, fibroblast growth factor and sonic hedgehog protein. 
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AB A method of producing neural progenitor cells and/or neuronal cells which 
method includes providing a source of pluripotent cells; a cell 
aggregate-inducing culture medium; and a neural inducing supplement; 
culturing the pluripotent cells in the cell aggregate-inducing culture 
medium, in the presence of the neural inducing supplement, for a period 
sufficient to permit cell aggregates or embryoid bodies 
(EB's) to form, wherein the EB's include 

neural progenitor cells; and culturing the cell aggregates including 
neural progenitor cells for a period sufficient to permit neuronal 
differentiation . 

Lll ANSWER 17 OF 18 MEDLINE on STN DUPLICATE 3 

AB Use of fibroblast cells derived from mouse embryos as feeder layers was 
one of the major steps leading to the establishment of pluripotential 
mouse embryonal stem (ES) cells in culture. In attempts to obtain a 
culture of pluripotential ES cells from zebrafish, a culture of 
f ibroblastoid cells, designated zebrafish embryo fibroblast ( ZEF ) , was 
established from early gastrula stage zebrafish embryos for use as feeder 
layer. In primary cultures initiated from early embryos of zebrafish 
without feeder layers, melanocytes appeared on the second day of culture. 
In contrast, melanogenesis was markedly suppressed in cocultures 
containing confluent monolayers of ZEF or Buffalo rat liver (BRL) cells. 
BRL cells are commonly used feeder layer cells for mouse ES cells. 
Suppression of melanogenesis was not observed in primary cultures 
initiated in medium containing human recombinant 

differentiation-inhibiting activity (DIA) or in medium conditioned by 
cultures of BRL feeder cells. Proliferation of zebrafish embryonal cells 
was enhanced significantly in cocultures with either feeder layer. 
Zebrafish embryonal cells cocultured short-term on ZEF and BRL feeder 
layers gave rise to melanocytes and formed embryoid 
body-like structures when removed from feeder layers and cultured 
in suspension, suggesting that the cells remained 
pluripotent in culture. 

Lll ANSWER 18 OF 18 BIOSIS COPYRIGHT (c) 2008 The Thomson Corporation on 
STN 

AB In vitro suspension cultures of embryonal carcinoma or embryonic 
stem cells (EC/ES) generate cell aggregates 



termed as embryoid bodies (EBs) . EBs have been 

analyzed to study the mechanisms of cellular differentiation in vitro. 
The multipotency of EC/ES cells to differentiate into various cell types 
as well as the expression of many marker genes provides a valuable in 
vitro model system to study the mechanisms of cellular differentiation. 
Here we present a procedure for a mRNA detection of a specific gene using 
double labeling-mRNA probe and an antibody against cellular marker 
proteins. This double labeling analysis in combination with a culture of 
EBs provides a useful approach to analyze several mechanisms of cellular 
differentiation from multipotent EC/ES cells. 



